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Myogenic differentiationMyogenic differentiation is an essential process for the myogenesis in response to various extracellular
stimuli. p38 MAPK is a core signalling molecule in myogenic differentiation. The activation of p38 MAPK is
required for myogenic differentiation; however, themechanism for this activation remains undeﬁned. ASK1 is
a member of the MAP3K family that activates both JNK and p38 MAPK pathways in response to an array of
stresses such as oxidative stress, endoplasmic reticulum stress and calcium inﬂux. Here, we reported that
TNFα was signiﬁcantly released from H9c2 cardiac myoblast in differentiation medium. Furthermore, the
oxidant H2O2 acted as amessenger in the TNFα signalling pathway to disrupt the complex of ASK1–Trx, which
was followed by the activation of ASK1 in cardiac myogenic differentiation. Subsequently, the activated ASK1
stimulated MKK3/6–p38MAPK signalling cascade to induce speciﬁc myogenic differentiation. In addition,
exogenous TNFα added to the medium at physiological levels enhanced the ASK1–p38 MAPK signalling
pathway through the increased generation of H2O2. Interestingly, inhibition of p38 MAPK abrogated the
production of H2O2, suggesting that there might be a positive feedback loop in the myogenic–redox signalling
pathway. These results indicate that ASK1 is a new intracellular regulator of activation of the p38 MAPK in
cardiac myogenic differentiation.and Engineering Foundation
) (No. 20100028333).
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ong, Dongdaemoon-gu, Seoul
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Myogenic differentiation is a multi-step process in which
mononucleated myoblasts proliferate, then withdraw from the cell
cycle, and ﬁnally differentiate and fuse to formmultinucleatedmature
muscle ﬁbres [1]. This process can be stimulated by activation of p38
mitogen-activated protein kinase (MAPK), which is a major event
during myogenic differentiation in myoblasts and embryos [2–5]. The
activation of p38 MAPK has been shown to occur in response to a
variety of extracellular stimuli such as ultraviolet (UV) light, heat,
osmotic shock, inﬂammatory cytokines (such as TNFα and IL-1), and
growth factors (e.g., CSF-1) [6–14].
Elevated circulating TNFα is considered to be a pathological factor
that mediates such disorders such as cachexia and inﬂammatory
myopathies [15,16]. TNFα has been shown to have a physiological role
in muscle repair [17,18] and differentiation [19]. Some reports have
described an inhibitory effect of exogenous TNFα on myoblast
differentiation [20–22]; however, it is possible that TNFα has a differenteffect on myogenesis, as it has been reported that TNFα is constitutively
expressed in myoblasts [23] and its activity is upregulated in differen-
tiating myoblasts [19]. Interestingly, TNFα expression in muscle ﬁbres is
correlatedwith regenerative activity [24]. Furthermore, previous reports
have suggested that TNFα is a key regulator of myogenesis and muscle
regeneration through its activation of p38 [19,25].
In the signalling mediated by TNFα, reactive oxygen species (ROS)
act as signalling messengers [26,27]. Exposure to TNFα induces a
marked transient increases in the intracellular levels of ROS such as
superoxide (O2−) and hydrogen peroxide (H2O2) [28–31]. Indeed, these
highly reactive molecules are known to regulate many important
cellular events in response to TNFα [32]. H2O2, the proximal product of
O2− generated by superoxide dismutase (SOD), is the only ROS that can
directly function as a second messenger in a physiologically relevant
manner [33], and activate signalling pathways to stimulate cardiac
myogenic differentiation [34,35]. In addition, in vascular smoothmuscle
cells, some reports have shown that H2O2 production is important for
the expression of amore differentiated phenotype after quiescence, and
increased activity of endogenous H2O2 is associated with more
differentiated characteristics of these cells [36,37].
Apoptosis signal-regulating kinase 1 (ASK1) also known as
mitogen-activated protein kinase kinase kinase 5 (MAP3K5) is a
member of the MAP3K family and, therefore, a part of the MAPK
pathway. It activates c-Jun N-terminal kinase (JNK) and p38 MAPK in
response to stress-related stimuli, including H2O2, serum withdrawal,
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This signalling pathway triggers various biological responses, includ-
ing cell death by apoptosis in various cell types [42]. The N-terminal
portion of ASK1 interacts with the reduced form of thioredoxin (Trx).
Interaction between ASK1 and Trx is observed only under reducing
conditions, and Trx is oxidized and dissociates from ASK1 when cells
are exposed to oxidative stress such as H2O2. The H2O2-dependent
dissociation of Trx fromASK1 thus serves as amolecular switch, which
converts oxidative stress to the activation of ASK1, which can be
assessed by phosphorylation of Thr845 [43,44].
In this study, we investigate for the ﬁrst time the involvement of
ASK1 in the p38 MAPK signalling pathway during cardiac myogenic
differentiation.We also demonstrate that the involvement of H2O2 as a
messenger in the TNFα signalling pathway is mandatory for the
dissociation of the ASK1–Trx complex and the activation of ASK1, which
leads p38 MAPK-mediated cardiac myogenic differentiation.
2. Materials and methods
2.1. Materials
Dulbecco's modiﬁed Eagle's medium/F-12 (DMEM/F-12), foetal calf
serum, and horse serumwere purchased from Invitrogen (Grand Island,
NY, USA). 2′,7′-Dichlorodihydroﬂuorescein diacetate (DCF-DA), 4,5-
dihydroxy-1,3-benzenedisulfonic acid (tiron) and catalase were pur-
chased from Sigma-Aldrich Inc. (St. Louis, MO, USA). SB253580 was
purchased from Enzo Life Sciences International, Inc. (Plymouth
Meeting, PA, USA). Rat recombinant TNFα was purchased from R&D
Systems (Minneapolis, MN, USA). Antibodies speciﬁc for myosin heavy
chain (MHC), myogenin, actin, p47phox, p22phox, IκBα, p-IκBα, iNOS,
goat anti-mouse IgG-HRP, goat anti-rabbit IgG-HRP, donkey anti-goat
IgG-HRP, and A/Gproteins conjugated to agarose beadswere purchased
from Santa Cruz Biotechnology (Santa Cruz, CA, USA). Anti-ASK1 was
purchased from Abnova (Taipei City, Taiwan). Antibodies speciﬁc for
TNFα, pASK1 (Thr845), MKK3, pMKK3/6 (Ser189/207), and p65 (NF-
κB/Rel) were purchased from Cell Signalling Technology (Danvers, MA,
USA). p38MAPKandphosphop38 (pp38)MAPK(Thr180/Tyr182)were
purchased from Assay Designs (Ann Arbor, MI, USA).
2.2. Cell culture and transient transfection
H9c2 rat embryonic cardiac myoblasts were grown under
proliferation conditions (PM; proliferation medium) in DMEM/F12
supplemented with 10% (v/v) foetal calf serum, or under differenti-
ation conditions (DM; differentiation medium) in DM condition EM-
F12 supplemented with 2% horse serum. TNFα neutralising antibody
was included in the DM at 5 μg/ml, when indicated, to block TNFα
signalling [19]. Rat recombinant TNFα was added to the DM, as
indicated, and replenished at 12 h intervals. To inhibit p38 MAPK,
10 μM SB253580 was applied. The pcDNA3.0 constructs containing
wild type ASK1, dominant negative ASK1 (K709R), constitutively
active ASK1 (ΔN), and Trx were kindly provided by Prof. Hidenori
Ichijo of Tokyo University. Transient transfectionwas conducted using
Lipofectamine2000, according to the manufacturer's instructions
(Invitrogen, Carlsbad, CA, USA).
2.3. Subcellular fractionation
Cells were washed twice with ice-cold PBS and were collected in
150 μl of homogenization buffer (20 mM Hepes, pH 7.4, 1 mM EDTA,
22.5 mM sucrose, 1 mM sodium vanadate, 1 mM phenymethylsulfonyl
ﬂuoride [PMSF], 40 mM glycerophosphate, and 50 mM sodium ﬂuoride)
and homogenised using a Brinkmann homogenizer. The homogenates
were centrifuged at 600×g for 10 min to remove largely nuclei and
mitochondria as the sediment. The supernatant was centrifuged at
250,000×g for 90 min at 4 °C to precipitate the total membraneparticulate fraction. The resulting precipitant was resuspended in 50 μl
of homogenization buffer and centrifuged again at 15,000×g for 10 min.
The ﬁnal supernatant was used as the plasma membrane fraction.
2.4. Nuclear extract preparation
Nuclear extracts were obtained according to a previous report with
minor modiﬁcations [45]. Brieﬂy, conﬂuent cells in 10 cm diameter
dishes were detached by trypsinisation and centrifuged at 500×g at
4 °C for 5 min. The cells were suspended in PBS, centrifuged at
2000×g at 4 °C for 5 min, and once again suspended in 80 μl of buffer
(10 mM Hepes, pH 7.9, 1.5 mM MgCl2, 10 mM KCl, 0.5 mM DTT,
0.2 mMPMSF, 0.5 mMEDTA, 500 μMAEBSF, 150 nM aprotinin, l μME-
64, and l μM leupeptin hemisulfate). After 10 min of incubation on ice,
the cells were lysed by adding 1.2 μl of 10% Nonidet P-40 (NP-40).
Nuclei were harvested by centrifugation at 2000×g at 4 °C for 5 min.
The nuclear pellets were suspended in 20 μl of extraction buffer
(15 mM Hepes, pH 7.9, 1.5 mM MgCl2, 200 mM KCl, 12.5% glycerol,
0.5 mM DTT, 0.2 mM PMSF, 0.4 mM EDTA, 250 μM AEBSF, 75 nM
aprotinin, 0.5 μM E-64, and 0.5 μM leupeptin hemisulfate) and
incubated on ice for 10 min. Nuclear debris was removed by
centrifugation at 22,000×g at 4 °C for 10 min.
2.5. Immunoblot analysis
Cell extracts were separated by SDS–PAGE and transferred onto a
nitrocellulose membrane. After blocking, the membrane was incu-
bated with the indicated primary antibody, followed by incubation
with a secondary antibody. Samples were detected with enhanced
chemiluminescence reagents (Santa Cruz Biotechnology). Unless
speciﬁed, actin protein was immunoblotted to standardise the
amount of sample proteins used in the immunoblot analysis.
2.6. Co-immunoprecipitation
Cells were washed twice with cold PBS, lysed in cold lysis buffer
(50 mM Tris–HCl, pH 7.4, 150 mM NaCl, 1% NP-40, 1% sodium
deoxycholate, 1 mM EDTA, 1 mM PMSF, 1 mM Na3VO4, 1 mM NaF),
and lysateswere cleared by centrifugation at 14,000 rpm for 15 min. Cell
lysates (2 mg) were incubated with anti-HA and anti-Flag antibody
(5 μg) for 2 h at 4 °C. Proteins A/G conjugated to agarose beads were
added for 2 h. Beads were washed three timeswith wash buffer (50 mM
Tris–HCl, pH 7.4, 150 mM NaCl, 1% Nonidet P-40, 1 mM PMSF, 1 mM
Na3VO4, 1 mM NaF). The beads and any bound proteins were
resuspended in SDS–PAGE sample buffer under reducing conditions
and subjected to electrophoresis.
2.7. Luciferase assay
H9c2 cells were transfectedwith 0.5 μg aliquots of the pGL2 vector or
muscle creatine kinase (MCK)-Luc construct, coupled with the internal
control plasmid, pSV-β-gal (Promega, Madison, WI, USA). The MCK-Luc
vector was generously donated by Dr. K.Y. Lee (Chungbuk National
University, Chungbuk, Korea). Cellswere harvested in 150 μl of luciferase
assay lysis buffer [46]. Luciferase and β-gal activities (data not shown)
weremeasuredwith amicroplate reader (Model 680Microplate Reader,
Bio-Rad Laboratories, Inc.Hercules, CA) using 20 μl of each cell lysate, and
luciferase activity was normalised to β-gal activity.
2.8. Flowcytometric analysis
Intracellular H2O2 was measured as previously described [47].
Brieﬂy, H2O2 was measured using DCF-DA dye (Molecular Probes,
Eugene, OR, USA). The cells were incubated in DM condition for 24 h.
Then, the cells were treatedwith 10 μMDCF-DA at 37 °C for 30 min and
resuspended in 1 ml of PBS. Fluorescence was measured on a ﬂow
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ThemeanDCF-DAﬂuorescence intensitywasmeasured at an excitation
wavelength of 488 nm and an emission wavelength of 525 nm.
2.9. Determination of TNFα concentration in culture medium
TNFα concentrations in PM and DM condition were determined
using a Rat TNFα ELISA kit (R&D Systems), according to the
manufacturer's protocol.
2.10. Statistical analysis
Results are expressed as mean±SE. Error bars represent±SE of
three independent experiments performed in triplicate. The difference
between two mean values was analysed using the Student's t-test.
Differences were considered statistically signiﬁcant when Pb0.05.
3. Results
3.1. ASK1–p38 MAPK signalling pathway is activated during cardiac
myogenic differentiation
p38 MAPK is a key regulator of myogenic differentiation and the
activity is elevated during this process [5,48,49]. Although ASK1 isFig. 1. ASK1/p38 MAPK signalling pathway is activated in cardiac myogenic differentiation. (
condition. (B) Expressions of MHC and myogenin. (C) MCK promoter activities were monito
transfectant. MCK-Luc; MCK promoter luciferase construct. (D) Activities of ASK1, MKK3/6 an
and myogenic gene expressions between the ASK1–WT transfectants and Mock transfectaninvolved in activating the p38 MAPK signalling pathway [38], the
mechanism of this activation during myogenic differentiation has not
yet been elucidated. Therefore, we investigated the activation of the
ASK1–p38 MAPK signalling cascade in the differentiation process of
H9c2, cardiac embryonic myoblasts. During the morphological trans-
formation, which took place over 96 h (Fig. 1A), the expressions of
speciﬁc myogenic markers, such as MHC and myogenin, as well as
luciferase activity of theMCKpromoter,markedly increased (Fig. 1B and
C). During theseprocesses, the signalling cascade of ASK1–MKK3/6–p38
MAPK was activated, and the expression level of Trx, which is the
intracellular binding partner of ASK1 [44], was elevated (Fig. 1D). As rat
ASK1 was not adequately detectable by any commercial antiserum, we
used transiently transfected myoblasts with an expression plasmid
encoding for hemagglutinin (HA) epitope-tagged human wild type
ASK1 (ASK1–WT). However, the ASK1–WT transfection was not
sufﬁcient to enhance the activity of p38 MAPK or the expression of
myogenic genes (Fig. 1E). These data indicate that activity of the ASK1–
p38MAPK cascade is upregulated during cardiacmuscle differentiation.
3.2. TNFα is released from cardiac myoblast during myogenic
differentiation
To verify whether differentiating myoblast releases TNFα, we
measuredTNFα concentration in the culturemediumofH9c2myoblastsA) Morphological changes were observed 96 h after incubating proliferating cells in DM
red at each time point. Cells were transiently transfected with the pGL2; empty vector
d p38, and expression of Trx in DM condition. (E) Comparison of the p38 MAPK activity
t in DM condition. In immunoblottings, actins were as used as a loading control.
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detected in PM condition,whichwas due to the presence of TNFα in the
serum added to the PM. The TNFα concentration in DM condition began
to increase as early as 1 h into differentiation, and it continued to
increase forup to48 h (Fig. 2A andB). In sharp contrastwith the changes
observed in DM condition, the TNFα concentration in the PM condition
did not change signiﬁcantly in the same period. These results show that
TNFα is spontaneously released from differentiating myoblasts.3.3. Exogenous TNFα accelerates cardiac myogenic differentiation
Considering that TNFα has opposing bimodal effects in skeletal
muscle depending on the concentrations [20,22,25], we tested whether
TNFα concentration affects the myogenic differentiation and the
activation of ASK1–p38 MAPK signalling. We treated H9c2 myoblasts
with rat recombinant TNFα at concentrations ranging from0.05 to 5 ng/
ml and observed morphological changes at 48 h after induction of
myoblast differentiation. Exogenous TNFα at low concentrations (0.05
and 0.1 ng/ml) enhanced the morphological changes and MCK
promoter activity, compared with the control at 48 h in DM condition.
High concentrations of TNFα (0.5 and 5 ng/ml) blocked the differen-
tiation completely (Fig. 3A and B). Whilst all concentrations of
exogenously added TNFα stimulated phosphorylations of ASK1,Fig. 2. TNFα release is increased in differentiating myoblasts. (A) Autocrine releases of
TNFα over the short time and (B) long time in myogenic differentiation. Differentiation
of H9c2 cardiac myoblast was induced by switching from PM to DM. At the same time,
control cells were changed into fresh PM. At each hour, the media were collected and
concentrated. TNFα concentration was determined by ELISA. Three independent
experiments were carried out. Student's t-test was performed to compare TNFα
concentration in DM condition and PM at each time point (difference: Pb0.05).MKK3/6, and p38 MAPK, the expressions of myogenin and MHC were
increased at lower concentrations and reduced at higher concentrations
(Fig. 3C). Accordingly, TNFα has bimodal effects on stimulation and
inhibition ofmyogenic differentiation depending on its concentration; it
physiologically stimulateddifferentiation at low concentrations, where-
as it pathologically impaired the differentiation at high concentrations.
3.4. TNFα generates H2O2 to activate the myogenic signalling pathway
To investigate whether TNFα contributes to H2O2 generation,
which leads to myogenic differentiation, we observed H2O2 genera-
tion in early differentiating cells with or without TNFα. The level of
H2O2 was increased up to six fold in DM condition than in PM
condition, and the level in TNFα-treated DM condition was elevated
approximately 1.5 fold over that in DM condition. Intriguingly, H2O2
production was reduced in DM supplemented with TNFα neutralising
antibody or SB203580. However, the level of H2O2 was not affected in
preimmune IgG-treated DM condition (Fig. 4A). To further investigate
the redox signalling that occurs during the cardiac myogenic
differentiation, we veriﬁed the translocation of NADPH oxidase
(Nox) to plasmamembrane and the expression level of mitochondrial
superoxide dismutase (manganese SOD, MnSOD) in DM condition,
and also observed that the exogenous TNFα accelerated the
translocation of Nox and the expression of MnSOD (Fig. 4B). These
results are in accordance with previous reports that Nox- or
mitochondria-derived H2O2 is induced by TNFα [50–52]. Additionally,
we found that the exogenous TNFα enhanced the nuclear transloca-
tion of NFκB and thus facilitated the expression of inducible nitric
oxide synthesis (iNOS) (Fig. 4B), which is a well-known downstream
modulator of NFκB that stimulates myogenic differentiation [53,54].
In accordance with the ability of TNFα to induce H2O2 production,
treatment with the TNFα neutralising antibody and SB203580 not
only inhibited the plasma membrane translocation of Nox and the
expressions of MnSOD andmyogenic markers but also diminished the
nuclear translocation of NFκB (Fig. 4B). Furthermore, we tested
whether the overexpression of a dominant negative form (K709R) of
ASK1 or the inhibition of p38 MAPK inﬂuenced the release of TNFα
from the differentiating cells. The release of TNFα from ASK1–K709R
transfectants or SB203580-treated cells was remarkably decreased
compared with ASK1–WT or Mock transfectants. These data indicate
that TNFα induced the production of H2O2, which in turn activated the
downstream signalling of p38 MAPK. Furthermore, these data
demonstrate that ASK1–p38 MAPK signalling could re-activate the
TNFα releasing during muscle differentiation.
3.5. ASK1 and Trx interact in H2O2-dependent manner during cardiac
myogenic differentiation
To examine the H2O2-dependent changes of the ASK1–Trx
complex in myogenic differentiation, we transiently cotransfected
H9c2 cells with expression plasmids encoding Flag epitope-tagged Trx
(Flag-Trx) and HA-ASK1, and then incubated the transfectants further
in DM condition with or without antioxidants such as tiron (a
superoxide scavenger) and catalase (a hydrogen peroxide catalyzing
enzyme), and the TNFα neutralising antibody. Subsequently, Flag-Trx
was immunoprecipitated, and the association of ASK1 with Trx was
assessed by immunoblotting with a HA antibody. In cells cultured
under PM condition, ASK1 and Trx existed as a complex; however, in
cells under DM condition, the complex was disrupted through
oxidation of Trx by endogenous H2O2. The complex remained
assembled in cells under DM supplemented with the TNFα neutralis-
ing antibody as well as in the antioxidants-treated cells under DM
condition (Fig. 5B, upper panel). The reverse experiments conveyed
the same results (Fig. 5B, lower panel). In accordance with the
changes in the complex, both the treatment with antioxidants and the
addition of the neutralising antibody against TNFα inhibited
Fig. 3. Exogenous TNFα exerts bimodal effects on cardiac myogenic differentiation, depending on concentration. H9c2 myoblasts were induced to differentiation in DM condition
with or without Rat recombinant TNFα added at indicated concentrations. (A) Morphological transformations were observed at 48 h and (B) MCK promoter activities were
monitored at 96 h. (C) The cells were collected at 48 h of differentiation and processed for immunoblot analysis of phosphorylated ASK1, MKK3/6, p38MAPK, myogenin, andMHC. In
immunoblots, actin was as used as a loading control.
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activation of ASK1 is accompanied by the collapse of ASK1–Trx
complex, which occurs as a result of TNFα-induced H2O2 during
myogenic differentiation (Fig. 5C). These data suggest that ASK1
dissociation from Trx is H2O2-dependent, and that activated ASK1
thus modulates the MKK3/6–p38 MAPK cascade, which is involved in
myogenic differentiation.3.6. ASK1 is required for activation of the p38 MAPK signalling cascade in
cardiac myogenic differentiation
To investigate further the importance of ASK1 in MKK3/6 and p38
MAPK cascade in myogenic differentiation, we carried out over-
expression studies with Mock and three ASK1 constructs cloned into
the vector: wild type ASK1 (WT), the dominant active form (N-
terminus deleted, ΔN) and the dominant negative form (the lysine
residue at 709 of peptide sequences point-mutated to arginine,
K709R). The transfectants did not show any activation of theMKK3/6–
p38 MAPK signalling cascade or myogenic signs in PM condition.
Therewere no differences betweenMock and ASK1–WT transfectants.
The cells overexpressing ΔN slightly accelerated the signalling
cascade and myogenic differentiation compared with ASK1–WT
transfectants in DM condition; however, the cells overexpressing
ASK1–K709R exhibited the decreased MKK3/6–p38 MAPK signalling,
and induced cell death in addition to impairment of the myogenic
differentiation (Fig. 6A and B). In accordance with the patterns of
morphological transformations and signalling activities, we obtained
the same results in the MCK luciferase activity assay (Fig. 6C). Theseresults indicate that ASK1 performs an essential function for
activating the p38 MAPK-mediated cardiac myogenic differentiation.
4. Discussion
In the present study, we ﬁrst demonstrated that ASK1 mediates
TNFα-mediated redox signalling to activate p38 MAPK in H9c2 rat
embryonic cardiac myoblast differentiation. p38 MAPK is a crucial
regulator and its activation is an essential event in myoblasts and
embryos in myogenic differentiation [49,55–57]. In a previous study,
we have also demonstrated that p38 MAPK is activated in cardiac
myoblast and positively regulates myogenic genes [58]. The ASK1–Trx
complex is a redox sensor, which functions as a molecular switch that
translates the cellular redox state into a MAPK signalling pathway
[41]. Under oxidising condition, Trx dissociates from the complex,
allowing ASK1 to become activated and promotes the activation of the
downstream MAP kinase kinase 4/7 (MKK4/7)-JNK and MKK3/6–p38
MAPK pathways. This process is crucial responding to oxidative stress
and endoplasmic reticulum stress, and for producing inﬂammatory
cytokines such as TNFα [59–64]. However, the function of ASK1 or its
response to TNFα or ROS has thus far been restricted to apoptotic
signalling in pathological conditions. Furthermore, the intracellular
signalling pathway of TNFα in myogenic differentiation has still not
been clear.
We showed that an increase in ASK1 phosphorylation induced the
morphological changes and expression of myogenic markers in
differentiating myoblasts (Fig. 1A–C), followed by the activation of
MKK3/6 and p38 MAPK (Fig. 1D). Subsequently, we showed that
differentiating myoblasts remarkably increased their release of TNFα
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regulates myogenic differentiation [19,25,65], and that physiological
levels (0.05 and 0.1 ng/ml) of exogenous TNFα enhance myogenic
differentiation [25]. On the one hand, higher concentrations (0.5 and
5 ng/ml) of exogenous TNFα blocked myogenic differentiation
(Fig. 3), which is in agreement with the previous reports that
described an inhibitory effect of exogenously added TNFα on the
myogenic differentiation [20–22]. The high concentrations of exoge-
nously added TNFα approach pathological levels [66,67]. In normal
myoblast, the level of TNFα released is estimated to be in the range of
several picograms per millilitre [68]. Thus, effect of physiological
levels of TNFα on the initiation of myogenesis cannot be concluded.
Consequently, transiently increased release of TNF-α during muscle
differentiation is essentially involved in inducing the myogenic
differentiation in physiological levels. However, a continuously
increased release of TNF-α in pathological conditions would impair
myogenic differentiation, which contribute to the muscle atrophy
associated with inﬂammatory diseases.
Previously, we have demonstrated that the level of H2O2 is increased
during myogenic differentiation [69–71]; however, there has not been
mentioned fromwhich it is originated. Therefore,wedemonstrated that
the endogenous TNFα generated H2O2 during the myogenic differen-
tiation and that exogenous TNFα enhanced the production of H2O2,
leading to increase the differentiation rate. Moreover, the neutralisation
of TNFα by its speciﬁc antibody not only decreased the generation of
H2O2 but also attenuated the differentiation of the myoblasts (Fig. 4A
and B). Additionally, inhibition of p38 activity completely abolished
myogenic fusion and expression of all myogenic markers that were
tested, and prevented the nuclear translocation of NF-κB. Thus, p38
MAPK may act as a mediator of NF-κB signalling along with ASK1 in
cardiac myogenic differentiation (Fig. 4B). These results coincide with a
previous study providing that p38 MAPK and NF-κB activities are
required for myoblast differentiation, and NF-κB is an effector of p38
MAPK [56]. Hence, the requirement of p38 MAPK and NF-κB for cell
differentiation is not exclusive to cardiac myoblasts. Interestingly,
inhibiting p38 MAPK also interfered with the membrane translocation
of p47phox and the expression of MnSOD (Fig. 4B), leading to decreased
production H2O2 (Fig. 4A), and eventually, suppressed the release of
TNFα (Fig. 4B and C). The reduction of TNFα release also occurred in
cells expressing dominant negative ASK1 (Fig. 4C). These results
suggests that there may be a positive feedback mechanism between of
TNFα, H2O2 and the ASK1–p38 MAPK cascade that contributes to
myogenic differentiation, supporting our previous study on the NADPH
oxidase activity in myogenesis [72]. Some studies have reported that
Nox andmitochondrial respiratory chain participate in H2O2 generation
induced by TNFα [50–52,73,74] and that there is a signalling cross talk
between Nox- and mitochondria-derived ROS [75,76]. Our results
showed that TNFα-induced H2O2 disrupted the ASK1–Trx complex,
allowing ASK1 to be phosphorylated (Thr845) under differentiation
conditions (Figs. 3C and5A andC). Thesedata are supported bypreviousFig. 4. Endogenous or exogenous TNFαmodulates ROS-related signalling molecules in
cardiac myogenic differentiation. Conﬂuent cells in PM condition were further
incubated in DM condition for 48 h with or without 0.1 ng/ml rat recombinant TNFα,
5 μg/ml anti-TNFα or IgG or 10 μM SB253580. Then, (A) H2O2 production with FACS
analysis 24 h after inducing differentiation. Data represent the mean±SE; ⁎Pb0.05,
compared with PM condition for DM condition or TNFα-treated DM condition.
#Pb0.05, compared with DM condition for anti-TNFα or SB253580-treated DM
condition. †Pb0.05, compared with TNFα-treated DM condition for anti-TNFα or
SB253580-treated DM condition. (B) Activities of p47phox and NF-κB, or expression of
iNOS and MnSOD were determined by immunoblotting. In immunoblottings, p22phox,
Hsp60, actin or lamin B was as used as a loading control for each subcellular fraction.
(C) Releases of TNFα in culture media. After transfections of Mocks and ASK1 dominant
negative form (K709R), TNFα concentrations were measured by ELISA technique. Data
represent the mean±SE; ⁎Pb0.05, compared with Mock transfectants in PM condition
for the cells in DM condition. #Pb0.05, compared with Mock transfectants in DM
condition for ASK1–K709R tranfectants or SB253580-treated cells in DM condition.
Fig. 5. ASK1–Trx complex is dissociated in cardiac myogenic differentiation. Conﬂuent cells in PM condition were incubated further in DM condition with or without Tiron,
Catalaseand, IgG or anti- TNFα DPI, after pcDNA3.0/HA-ASK1 and Flag-Trx were transiently transfected into the cells. (A) Morphological transformations. (B) Interaction between
ASK1 and Trxwas determined by immunoprecipitation with anti-HA or Flag, followed by Immunoblot with anti-Flag or HA (A, left). Representation of the amount of each IP input for
which ASK1 or Trx was measured with the anti-HA or Flag (A, right). (C) ASK1 phosphorylation (Thr845) was determined by immunoblot with the respective antibodies. In
immunoblottings, actins were as used as a loading control.
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exposed to H2O2 or TNFα, which stimulates the dissociation of ASK1
from Trx, and thereby activates ASK1 [41,44]. Hence, we have
demonstrated that the ASK1–Trx complex is dissociated as a result of
TNFα-induced H2O2 after initiation of myoblast differentiation, and
then, as a p38 MAPK activator, the ASK1 can be an ultimate inducer of
myogenic differentiation. Furthermore, the overexpressed ASK1–K709R
inhibited the myotube formation and the activation of MKK3/6–p38
MAPK signalling (Fig. 6), although it canbindTrx [44]. Therefore, ASK1 is
deemed as a key molecule in myogenic differentiation.
In summary, we demonstrated that the ASK1 positively regulates
p38 MAPK signalling in response to TNFα-induced H2O2 during cardiac
myogenic differentiation. Moreover, it was revealed that endogenouslygeneratedH2O2 functions as themyogenic switchmolecule that leads to
the activation of ASK1, and thus the H2O2 is a crucial redox signalling
stimulator in myogenic differentiation.
Conclusively, we ﬁrst clariﬁed that the ASK1 contributed to cardiac
muscle differentiation as a physiological process, although the cellular
function of ASK1 has thus far been limited to the pathological response.
We propose that the ASK1–p38 MAPK cascade is a newly discovered
signalling cascade that functions during cardiac myogenic differentia-
tion. We also suggested possibility that ASK1–p38 MAPK cascade could
regulate positive feedback of the TNFα in cardiac myogenic differenti-
ation. Thus, our study might contribute to an understanding of the
physiological mechanism of cardiac myogenic differentiation via the
ASK1–p38 MAPK signalling cascade.
Fig. 6. ASK1 is indispensible for the activation ofMKK3/6–p38MAPK signalling cascade in cardiac myogenic differentiation. Conﬂuent cells in PM conditionwere incubated further in DM
conditionwithorwithoutH2O2, after thepcDNA3.0, andpcDNA3.0constructs containingwild typeASK1(WT), constitutively activeASK1(ΔN)anddominant negativeASK1(K709R)were
transiently transfected into the cells. (A) Immunoblot analyses of activities ofMKK3/6 andp38MAPK.HA-ASK1 represents the expression amountof each transfection. In immunoblottings,
actin was as used as a loading control. (B) Morphological transformations. (C) MCK promoter activities were monitored at 96 h. Data represent the mean±SE; ⁎Pb0.05, compared with
Mock transfectant in PM condition for in DM condition. #Pb0.05, compared with ASK1–WT transfectant in PM condition for in DM condition. †Pb0.05, compared with ASK1-ΔN
transfectant in PM condition for in DM condition. §Pb0.05, compared with ASK1–K709R transfectant in DM condition for the other transfectants in DM condition.
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